S2
Cloning and expression of GFP(S147C) 6 6 SH Calculated mass = 29343 GFP(S147C) 6 was cloned and expressed as reported by Caddick and analysed by LCMS. 2,5-Dibromohexanediamide (2) (10 µL, 340 mM solution in DMF, 1000 equivalents) was added to a solution of GFP(S147C) (100 µL, 1.0 mg/mL) in sodium phosphate (100 mM, pH 8.0) at 21 °C. The mixture was vortexed for 1 s and then maintained at 21 °C for 30 min. The solid precipitates were removed by centrifugation (1 min, 12K g) and the supernatant was heated to 37 °C for 1 h. The reaction was analyzed by LCMS. Sulphonium 8 formed in >95% conversion.
S4
Optimization of formation of sulphonium 8 Calculated mass = 29566 + 2,5-Dibromohexanediamide (2) (10, 25 or 50 equivalents), as a solution in DMF (** mL), was added to a solution of GFP(S147C) (100 µL, 1.0 mg/mL) in sodium phosphate (100 mM, pH 8.0) at 21 °C. The mixture was vortexed for 1 s, maintained at the required temperature (4 °C, 21 °C or 37 °C) for the prescribed time (2 2,5-Dibromohexanediamide (2) (17 mM solution in DMF, 50 equivalents) was added to a solution of GFP(S147C) (1.0 mg/mL) in sodium phosphate (100 mM, pH 8.0) at 21 °C. The mixture was vortexed for 1 s and then maintained at 21 °C for 20 h. Analysis by LCMS indicated complete formation of sulphonium 8. Excess 2,5-dibromohexanediamide (2) was removed by repeated diafiltration into fresh buffer (100mM sodium phosphate, pH 8.0) using VivaSpin sample concentrators (GE Healthcare, 10,000 MWCO) and analyzed by LCMS.
The solution of sulfonium 8 sufficiently stable to be at 4 °C for 1 month S14 Reaction of GFP(S147C) 6 with N-methylbromomaleimide Benzeneselenol (5 µL, 68 mM solution in DMF, 100 equivalents) was added to a solution of sulfonium 8 (100 µL, 1.0 mg/mL) in sodium phosphate (100 mM, pH 8.0) at 21 °C. The mixture was vortexed for 1s, maintained at the 37 °C for 5 h and analysed by LCMS.
S23
Reaction of sulphonium 8 with phthalimide Sodium azide (10 µL, 340 mM solution in water, 1000 equivalents) was added to a solution of sulfonium 8 (100 µL, 1.0 mg/mL) in sodium phosphate (100 mM, pH 8.0) at 21 °C. The mixture was vortexed for 1s, maintained at 37 °C for 2.5 h and analysed by LCMS.
(Expected Mass : 29528, Observed Mass : 29528)
